Perinuclear regions were delimited and 25 images of parasites in both G1/S and G2 cell cycle phases were used to quantify the fluorescence intensity by ImageJ software. The ***p < 0.001 indicates that the difference between the TcXRNA perinuclear intensity in G1/S and G2 is statistically significant. . Parasites were incubated with rabbit anti-GFP primary antibody followed by incubation with Alexa Fluor 488 conjugated secondary antibody. DNA was stained with DAPI. Images were processed by deconvolution software Leica AF6000. Graphs show the quantification of fluorescence intensity of DAPI-(blue) and GFP-labelling (green) along delimited lines. Fluorescence intensity was plotted on the y-axis. Higher fluorescence intensity at the perinuclear region is observed only in the parasite expressing TcCAF1GFP. Bar: 5 µm. (C) Western blots of protein extracts from transfected epimastigotes using anti-GFP monoclonal antibody. The antibody detected the GFP-tagged TcCAF1 protein (64 kDa), corresponding to TcCAF1 (37 kDa) fused to GFP (26 KDa). TcGAPDH antibody was used as a loading control. BLAST protein alignment between CAF1 from T. brucei brucei TREU927 (TRYB2, TrytripID Tb927.6.600) and putative CAF1 from T. cruzi Dm28c (TRYCR, TrytripID TCDM_08618) shows that the three proposed regions essential for deadenylase activity (in red) are conserved in T. cruzi Dm28c.
